Introduction
Innumerable diseases associated with tooth loss and oral inflammation account for an overwhelming phenomenom in the developing world. There are various known factors associated with tooth loss but periodontitis seems to be considered a main offender. Periodontitis is the most frequent disease of tooth and associated tissues. More than 90% of the worldwide population is affected by chronic periodontitis (CP), a common type of periodontitis [1] . CP is a chronic inflammatory infectious disease leading to the destruction of tooth-supporting tissues, caused by degradation of the extracellular matrix [2] . A number of studies have been carried out to solve the complex etiology of CP, regarding genetics, molecular biology, microbiology, and other relevant areas. Some pathogens are the external initiating factor in the pathogenesis of CP, but CP might be influenced by other factors. These factors may not cause disease directly, but can modify its severity [3] . Among these factors, genetic alterations called polymorphisms, are commonly found in populations [4] . Another severe type of periodontitis, aggressive periodontitis (AgP), results in rapid rate of bone destruction and attachment loss. Previously, it was known as "early-onset periodontitis" or "juvenile periodontitis" [5] . AgP patients do not show large accumulation of plaque and/or calculus, an in these cases genetics are often responsible. Adolescents are affected more with AgP than other age groups [6] . AgP is considered to be a more complex genetic disease than CP as its degrees of harmful risk are unpredictable. Host heterogeneity may be considered as conclusive factor in the pathogenesis of AgP and the influence of genes and environmental factors determine the patient's phenotypes accordingly [7] . The overall causes of periodontitis are very complex due to various exogenous factors and yet to be identified genetic factors [5] , but the major factors contributing to periodontitis are genetic, environmental/behavioral and host-related.
A complex network of cytokines is thought to be involved in this inflammatory disease and plays a crucial role in the regulation of periodontal tissue health [8] . Tumor necrosis factor-α (TNF-α) is one of the most potent proinflammatory cytokines that plays a major role in tissue injury and induces the bone resorption in the immune system [9] . TNF-α triggers various immune and inflammatory process, activation of cells, adhesion of polymorphonuclear leukocytes (PMNs) to endothelial cells [10] , phagocyte activation and ICAM-1 expression [11] , as well as having roles in necrosis and apoptosis. Bacterial pathogens of dental plaque stimulate the secretion of TNF-α which causes osteoclast differentiation and results in bone resorption [12] . TNF-α promotes the release of matrix metalloproteinase enzymes (MMPs) that destroy the extracellular matrix of gingiva [13] and initiate the rapid disease progression. Genetic analysis has revealed a large number of single nucleotide polymorphic (SNP) sites within the TNF-α locus that are related to periodontitis [14] . The TNF-α gene is located at short (p) arm of chromosomes 6 at position 21.3 encoding a multifunctional proinflammatory cytokine that is secreted mainly by macrophages. Cytokine-producing genes exhibit polymorphisms, which modify synthesis of proinflammatory cytokines such as TNF-α [15] .
Scientists stipulated that approximately 50% of the clinical differences of periodontal disease evolved from gene polymorphisms [16] . Therefore, many gene polymorphisms including TNF-α have been investigated [4, 6, [17] [18] [19] [20] [21] [22] . The human genome is arranged in a complete set of nucleotide bases, any single base change can be easily identified, helping to determine genetic association with susceptibility to periodontal disease. Various studies related to SNPs of the TNF-α gene show different level of association with this disease in their different populations [4, 6, 14, [23] [24] [25] . These polymorphisms may also cause a change in protein expression resulting in possible clinical outcomes of this disease which determines the susceptibility to periodontitis [26] . TNF-α gene polymorphisms at the promoter region have been intensively studied and some of them were shown to be associated with the severity of periodontitis. In addition, there is a considerable numbers of studies that have been made to investigate the association of TNF-α gene polymorphisms in different ethnicities as well as in different populations [8, 21, 22] . Therefore, the TNF-α gene polymorphisms play a pivotal role in periodontitis susceptibility. We hypothesized that the genetic variation affecting the expression or activity of TNF-α influences the susceptibility and severity of periodontal disease.
The aims of our study are
(1) to find out the association of TNF-α gene polymorphisms with both chronic and aggressive periodontal disease in the Indian population;
(2) to analyze the linkage disequilibrium and haplotype distribution in both diseased populations -CP and AgP; (3) to explore the effect of epidemiological factors on periodontitis, if these factors are operative in our studied population.
In the Indian population, especially the eastern Indian people with periodontitis, to the best of our knowledge, the present study is the first to evaluate polymorphisms of TNF-α. Previously, we have analyzed MMP-9 gene polymorphisms in association with periodontitis in the same population [27] . The present study sought to investigate the effect of TNF-α (-238G/A, -308 G/A, -857C/T, -863C/A, and -1031 T/C) gene promoter SNPs on susceptibility to periodontitis in the Indian population.
Materials and methods

Study subjects
The study was carried out with 397 individuals: 40 individuals were aggressive periodontitis (AgP) patients, 157 patients with chronic periodontitis (CP), and 200 individuals were identified as periodontal healthy controls (HC). Most of the participants resided in the eastern region of India, though some of participants were from northeastern region. Those experimental subjects were recruited between September 2014 and January 2016. The study was approved by the institutional ethics committee. Participants eligible for the study gave their written consent in accordance with Helsinki Declaration & ICMR (Indian Council of Medical Research) guidelines and after being informed about the purpose of the study. In addition, patients from whom consent could not be obtained were excluded from the study. Clinical and epidemiological data were taken; those who had systemic diseases which could modify the periodontal status (viz. the cerebrovascular disease, arthrosclerosis, hypertension, coronary heart disease etc.) were excluded from the present study. The inclusion criteria of our study for the both AgP and CP patients were that they must have at least ten remaining teeth and showing probing depth (PD) and clinical attachment loss (CAL) more than 3 mm. All study subjects were in age range 15-65 years. We determined the smoking status by interviewing them and made smoker and nonsmoker groups in both patients and the control group. Those who smoked ≥10 cigarettes per day for 5 years were identified as smokers in case of all groups (viz. AgP, CP, and HC) whereas nonsmokers were who had not smoked for the last 5 years [28] . Chewing-tobacco users were also identified by defining their tobacco usage ≥3 times per day for 5 years. The status of tea intake is divided into three categorie: more than four cups per day; less than four cups per day and no intake. Table 1 shows the sociodemographic data of the patient and healthy control groups. All CP and AgP patients were diagnosed according to their physical, medical and dental history, tooth mobility, and radiographs. Clinical parameters included PD, CAL, plaque index (PI), and gingival index (GI) ( Table 2) . Clinical assessment of study subjects was as follows: AgP and CP subjects with signs of clinical inflammation consistent with local etiological factors, GI score > 1, PD ≥ 4 mm, CAL ≥ 4 mm, with radiographic evidence of bone loss were included in the study [29] . AgP subjects with noncontributory medical history, rapid attachment loss and bone destruction, familial aggregation of cases and amount of deposits which are inconsistent with the severity of periodontal tissue destruction. HC subjects have a "healthy periodontium" with no evidence of loss of connective tissue attachment or supporting bone or other signs of disease activity.
Genotyping
Genomic DNA from each individual was isolated from 4 ml of ethylenediaminetetraacetic acid (EDTA)-anticoagulated peripheral blood samples by Genomic DNA Mini Kit (DSRGT DNA Isolation Kit, India) based on the instructions of the protocol. Extracted DNA was labeled and stored in TE buffer at −20 • C until use. To determine the five different TNF-α promoter gene polymorphisms (-238G/A, -308 G/A, -857C/T, -863C/A, and -1031 T/C), polymerase chain reaction (PCR) was performed. All PCRs were carried out in 50 μl containing 0.1 μg of DNA, 5 μl of 10× buffer (Invitrogen R , Sao Paulo Brazil), 5 μl of 0.5 mM MgCl 2 (Invitrogen R ), 1 μl of 10 mM dNTPs (Himedia R , India), 1 μl of 0.5 μM of each primer (Sigma-Aldrich R , India), and 2.5 U of Taq DNA polymerase (Invitrogen R ). The cycling parameters for the amplification of those five polymorphisms of TNF-α gene are detailed in Table 3 . PCR was performed with a Thermal cycler (Applied Biosystems). The -238G/A (rs361525) polymorphism of the TNF-α gene was amplified by PCR with a set of primers, F-5 CAGTGGGGTCTGTGAATTCC3 ; R-5 TCCCTCTTAGCTGGTCCTCT3 . The -308 G/A (rs1800629) polymorphism was determined by F-5 CAGTGGGGTCTGTGAATTCC3 ; R-5 GGGCGGGGAAAGAATCATTC3 primers. The -857C/T (rs1799724) polymorphism was analyzed by F-5 CTGCTTGTGTGTGTGTGTCT3 ; R-5 CCGGAGACTCATAATGCTGGT3 primers. The -863C/A (rs1800630) and -1031T/C (rs1799964) were analyzed by F-5 GTGTGTGTCTGGGAGTGAGA3 ; R-5 GCAGGCCTTCTTCTTTCATTCT3 primers and F-5 GAGAGAAAGAAGTAGGCATGAGG3 ; R-5 TCTTAAACGTCCCCTGTATTCCA3 primers respectively ( Table 3 ). The amplified products were electrophoresed on a 2-3% agarose gel. All PCR products were sequenced (Sanger method of sequencing) by Prism 3100 DNA Genetic Analyzer (Applied Biosystems, Carlsbad, CA, U.S.A.).
Statistical analysis
The distribution of five TNF-α genotypic frequencies, variant allele carriage, and allelic frequencies for each group was calculated by using a chi square (χ 2 ) test. Allelic frequencies were analyzed from the observed number of genotypes. 2 × 2 contingency tables were constructed for a chi square test (Pearson chi square test, likelihood ratio) that was performed to justify the statistical significance of genotypic differences between patients and the control group. To justify the distribution of genotypic frequencies, a Hardy-Weinberg equilibrium test was done with χ 2 critical value. The odds ratio (OR) was estimated with a 95% confidence interval (95% CI) and a probability value (P value) of less than 5% was considered to be statistically significant i.e. P<0.05. The difference between clinical parameters was assessed by one-way ANOVA test. Age, gender, ethnicity, smoking status, chewing-tobacco status, and tea-drinking habits were used as independent variables for multiple logistic regression analysis. All statistical analyses were performed by commercially available software (Statistical Package for Social Sciences, version 16.0 for windows, SPSS Inc., Chicago, IL, U.S.A.). Moreover, we also studied five different SNPs in the promoter region of the TNF-α gene on chromosome no. 6. To assess the multi loci-based genetic association of a complex disease like periodontitis we used SHEsis, an online tool for analyses of linkage disequilibrium (LD) between markers and haplotype distributions (find more at http://analysis.bio-x.cn). A P value of <0.05 was determined to be statistically significant.
Results
Sociodemographic and clinical characteristics of study subjects
The sociodemographic characteristics and clinical backgrounds are presented in Tables 1 and 2 respectively. The mean age of the AgP, CP and HC groups were 30.23 + − 6.81 years, 41.59 + − 11.12 years, and 38.41 + − 9.48 years respectively ( Table 1 ). In the CP group, significant differences were found in the distribution of categories such as gender, smoker, chewing-tobacco user, and drinking tea. It was also found that the AgP group showed a significant difference only in thge chewing tobacco category (P<0.05). Clinical parameters like PD, CAL, PI, and GI were significantly higher in both diseased groups by one-way ANOVA analysis (P<0.0001) ( Table 2) .
SNP distribution of TNF-α promoter region in the study subjects
The frequencies of all TNF-α (-238G/A, -308 G/A, -857C/T, -863C/A, and -1031 T/C) genotypes in the AgP groups and the -857C/T, -863C/A, and -1031 T/C genotypes in the CP group were found to be in agreement with the Hardy-Weinberg equilibrium (P>0.001, χ 2 <10.83). However, the distribution of the -238G/A and -308 G/A genotypes in both the CP and HC groups differed from the Hardy-Weinberg law (P<0.001, χ 2 >10.83). The genotype distribution, allele frequencies of TNF-α promoter gene polymorphisms in the AgP, CP, and HC groups are presented in Table 4 . Chromatograms of the five different TNF-α polymorphisms are shown in Figure 1A -E.
-238G/A genotypic and allelic distribution There was no significant difference between the disease (AgP and CP) and control groups in the TNF-α -238G/A genotypes and allelic distribution. When the G/A and A/A genotypes were combined, the frequency of the A/A carriers in both diseased groups was significantly lower compared with the control group.
-308G/A genotypic and allelic distribution There were significant differences in the distribution of genotypes (P<0.001) and allele frequencies (P<0.001) of -308G/A polymorphism between both the AgP vs HC and the CP vs HC groups. The AgP and CP patients had a higher frequencies (37.5% and 38.8% respectively) of the A/A genotype than the HC group (22%). The frequency of the A allele was higher in the diseased groups (56.3% in AgP and 56.7% in CP) compared with 35.7% in the HC group. When the A/A and G/A genotypes were combined, the frequency of the A carriers was significantly higher compared with the healthy group (75% and 74.5% vs 49.5%; P=0.002, OR = 3.06, 95% CI = 1.42-6.59 and P<0.0001, OR = 2.98, 95% CI = 1.896-4.696).
-857C/T genotypic and allelic distribution
There was a significant difference in the distribution of the C/T genotypes (P=0.009, OR = 1.83, 95% CI = 1.16-2.86) of the -857C/T polymorphism in the CP group in compared with the HC groups, while the T/T genotypes in the same group had no significant difference (P=0.2, OR = 1.44, 95% CI = 0.712-2.921). The frequency of the T allele was higher in the CP groups (38.3%) compared with 31.2% in the HC group (P=0.03, OR = 1.36, 95% CI = 0.997-1.856). When the T/T and C/T genotypes were combined, the frequency of the T carriers was significantly higher in the CP group than in the healthy group (64.9% vs 51.5%, P=0.007, OR = 1.75, 95% CI = 1.13-2.68). On the other hand, there was no significant difference in genotypic, allelic, and rare allele carriage frequency in the AgP group in compared with the HC group.
-863C/A genotypic and allelic distribution There was no significant difference between disease groups (AgP and CP) and control groups in the genotypes and allelic distribution of the TNF-α -863C/A polymorphism. When the C/A and A/A genotypes were combined, the frequency of the A/A carriers in both diseased groups was significantly lower compared with the control group.
-1031T/C genotypic and allelic distribution There were significant differences in the distribution of T/C genotypes of -1031T/C polymorphism in both diseased groups (in AgP: P=0.004, OR = 3.02, 95% CI = 1.391-6.578; in CP: P<0.0001, OR = 2.81, 95% CI = 1.633-4.83), while the frequency of the C/C genotypes was lower in the AgP group and higher in the CP group (15% in AgP and 39.5% in CP) compared with 32.5% in the HC group (in AgP: P=0.256, OR = 0.63, 95% CI = 0.225-1.731; in CP: P=0.001, OR = 2.2, 95% CI = 1.319-3.699). The allelic frequency of C allele in CP group was significantly higher (57.6%) than the HC groups (44.3%) (P=0.0001, OR = 1.71, 95% CI = 1.272-2.311), but in the AgP group it was lower (41.3%; P=0.357, OR = 0.88, 95% CI = 0.543-1.439) compared with the control. When the T/C and C/C genotypes were combined, the frequency of the C carriers was significantly higher in the CP groups compared with the healthy group (75.8% vs 56%, P<0.0001, OR = 2.46, 95% CI = 1.553-3.896).
Haplotype frequency and linkage disequilibrium analysis
Based on the findings revealed from the five SNPs in TNF-α and the determined linkage disequilibrium (LD), our study highlighted that two SNPs, i.e. -238G/A and -308G/A, were linked with one another (D > 0.8) (Figure 2 ) in the AgP population, and -308G/A and -1031T/C SNPs were linked in the CP population (D > 0.8) (Figure 3 ). As shown in Tables 5 and 6 , our study highlighted that a two haplotypes (GGCCC and AATCC) increased the susceptibility of .002 respectively). The other haplotypes (GACAC, AATAC, GATAC, GGCCT, GGTAT, and GGTCT) were not to be found significantly associated with the increased susceptibility of both diseased groups. There were some other haplotypes like GACCT, GGCAC, and GGCAT that were significantly associated with the increased susceptibility in AgP groups whereas GATCC, AGTCT, AACCC, and AACAC haplotypes were associated only with increased risk of CP.
Logistic regression analysis
Since the pathogenesis of periodontitis is multifactorial, multiple logistic regression analysis was used to evaluate the associations of the rare allele carrying genotypes with AgP and CP susceptibility, while adjusting for the epidemiological variables such as a subject age, gender and smoking status to control for possible confounding effects in the present study ( Table 7) . The subjects' gender and smoking and chewing-tobacco status were found to be significantly associated (P<0. 
Discussion
Periodontitis is a multifactorial disease in which genetic and environmental factors affect the clinical outcomes. Among cytokines, TNF-α is considered as a pivotal mediator during the development of inflammatory response and the remodeling of periodontal tissue. In the present case-control study with a relatively large sample size, we investigated the possible role of the five different SNPs i.e. -238G/A, -308G/A, -857C/T, -863C/A, and -1031T/C located on TNF-α gene promoter region. Our case-control genetic association study was the first undertaken in an Indian population. Our study found that:
1. TNF-α -308G/A (rs1800629) genotype was significantly higher in patients with both AgP and CP compared with healthy controls;
2. TNF-α -857C/T (rs1799724) and -1031T/C (rs1799964) genotypes were significantly higher in patients with CP compared with healthy controls;
3. no association was found between TNF-α -238 G/A (rs361525) and -863 C/A (rs1800630) polymorphisms with susceptibility to AgP or CP.
4. In the AgP population, -238G/A (rs361252) and -308G/A genotypes were linked and had a high probability of coinheriting. In the CP population, -308G/A and -1031T/C (rs1799964) polymorphisms were linked and possibly coinherited in the next generation.
5. gender, smoking habit, and use of chewing tobacco increased the risk of CP, whereas in the AgP group there are no epidemiological factors that affect the risk of AgP.
As periodontitis is multifactorial in nature, involving interactions between the genes, the environment and lifestyle, periodontal risk gene assessments may be valuable in preventive, diagnostic, and therapeutic strategies against the incidence and progression of CP. There are different transition variants in the promoter region at the positions of -238, -308, -376, -857, -863 and -1031. It has been reported that the transition of guanine to adenine at -238, -308 position causes the high transcriptional activation which results enhanced production of TNF-α up to five-fold in vitro [25, 30] . Other TNF-α SNPs at positions of -1031, -863, and -857 have been identified and the allelic variants of these SNPs have been suggested to be related to high TNF-α production [4, 6] . However, the influence of different TNF-α genotypes on the phenotypic cytokine production is not fully known. The possible effect of TNF-α gene promoter polymorphism on the periodontal disease severity and clinical outcome remains to be elucidated.
Some studies have been conducted to evaluate the association between TNF-α promoter polymorphisms and periodontitis in different populations [23, 26] , but it is still a contradictory topic of debate. There are several contretemps regarding the TNF-α gene as a good candidate for genetic studies in relation to periodontitis. There is affirmation to suggest that TNF-α gene plays an important role in the pathogenesis of periodontitis as it is a potent immunological intermediator with proinflammatory properties [31] . TNF-α increases the rate of bone resorption and regulates cell proliferation from periodontal tissue origin [32, 33] . It is determined that the interindividual differences have been observed in TNF-α production by peripheral blood mononuclear cells or oral leukocytes, isolated from individuals with and without periodontitis [34] [35] [36] . It is imaginable that individual differences in periodontitis susceptibility or individual differences in periodontal disease severity are related to genetically determined differences in TNF-α production and secretion by a variety of cells. The -238 polymorphism was shown to be nonfunctional in promoter/reporter gene studies [35, 37] . On the other hand, it has been shown that carriers of the TNF-α -308 A allele appeared to have greater transcription activity and produced higher levels of TNF-α [38] [39] [40] . TNF-α levels are increased in the gingival cervicular fluid in periodontitis and this cytokine is found in higher levels in the inflamed periodontal tissues compared with healthy periodontal tissues [41] .
In conclusion, our data show that the TNF-α -308G/A gene polymorphism is significantly associated with AgP, while -308G/A, -857C/T, and -1031T/C polymorphism increase the risk for CP in Indian population. Further studies including ethnically and culturally different populations from India confirm this finding.
